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[&T5fc] 

[fff^^tfc] 
[S£9!^] 

[ft*] 
[H"B%] 

[ft*] 
Kit] 

[ft*] 
[H9§#] 

[tt^fXtim] 

[ft*] 
[*9J*] 

[ft*] 



251775 

W15^ 4^ 2B 
C12Q 1/68 

5 



2# +^y>M^ 



I^fflEW3Ti 3 0 



^Mfl^EBET^LT 3 Tli 3 Of 2f 
ttl*J 

^ml^ABaiET}*LT-3TS 3 Of 2f 
*±I*J 
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[tt^fXtiE-^] ^^li^EBIZT^L^- 3 T@ 3 Of 2t J 

mm m 

mmximm ^^i^ebeta^pstii 3 012-1 +^ry>tt^ 
*±i*j 

000001007 

[{tIA] 

[f^U^l 100076428 

[#s±] 

[miSH^l 03-5276-3241 
(IffL^IA) 

ln%m-%] 100112508 

[mM#-^] 03-5276-3241 
[IftL/dtiA] 

[f&SU^] 100115071 

mmWr^] 03-5276-3241 
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[m%m^] 100116894 

[miS#-^l 03-5276-3241 

[i^-£r"K#-^] 003458 
Wtt&m] 21.000R 

wmw i 
[^#^1 i 
i&mmmm^] 0102485 
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mmm<omm\ 

im^m i ] m^^m<oi6s rmmm^m * p c r mm £ o 
\>xr<r> (i) - (6) o^E^^r^^i - **'; v*^- K^e> 

(1) 5' GCGGCGTGCCTAATACATGCAAG 3' 

(2) 5' GCGGCAGGCCTAACACATGCAAG 3' 

(3) 5' GCGGCAGGCTTAACACATGCAAG 3' 

(4) 5' ATCCAGCCGCACCTTCCGATAC 3' 

(5) 5' ATCCAACCGCAGGTTCCCCTAC 3' 

(6) 5' ATCCAGCCGCAGGTTCCCCTAC 3' 

[WNt^3] iS*^iBife0O16s rRNA*^E^J*PCRiflBS-£&<ai;: 
JJJLT<0 (1) ~ (3) <Dffi26E?!lO-9*>«>^£< oJULtfc, (4) ~ ( 

MifiliIRlSffl7 0 ^^-v--fey ho 

(1) 5' GCGGCGTGCCTAATACATGCAAG 3' 

(2) 5' GCGGCAGGCCTAACACATGCAAG 3' 

(3) 5' GCGGCAGGCTTAACACATGCAAG 3' 

(4) 5' ATCCAGCCGCACCTTCCGATAC 3' 

(5) 5' ATCCAACCGCAGGTTCCCCTAC 3' 

(6) 5' ATCCAGCCGCAGGTTCCCCTAC 3' 

[|f ^4] hJfoffclfcfcKttL-C. i^^fv-byb^H^t^ 
[p|B#^ffl ^ T , PCRRfc ^^it^fftn 2 IB*Ofl&fe£fe3fe«*l! 



miE#2 004-3032860 



mW. 2003-099463 ^- v : 2/ 

[0 0 0 1] 
[0 0 0 2] 

iSttlt T AWT £7/n-b^£^;g> 0 
[0 0 0 3] 

L/:DNAf 7 7\ U fi^gE^nitf^^lOOOa^O c D N A 8ff Jt * * 5 <f 

9 * Ki,!? i) tt tt f - y ra^mm $ ttr v> & 0 

[0 0 0 4] 

—77. Affymetrix<7)^ y -/(±. ±1 figEftlitfc^- c D N A £ tc K * >) *X 9 V * 
*f- K7'n - r-tr y h SrKtf U MLt^j&H J: <9 *7°n — 7*£B£fi L£ & Of, 
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#11 2 0 0 3 - 0 9 9 4 6 3 ^- *J I 3/ 

[0 0 0 5] 
[0 0 0 6] 

x h mmm<v dna <*>&*e?!i k & tt * #5eogB& a^narc* a 

o #!lx.fi\ 16s rWmittmm&XZl 7 0 0 ia^Olf ^KlilflrftE 

tiX^&o Lt#ot, sre<Of£tti/|eJ;e^&^-Cti, il^DNA ^J&BEI^iJ ^ 
C016s rENA^^fflv^^JLv^o U:^t, «L<7>16s rRNASB^fcitHB-f 

[0 0 0 7] 

s rRNA<7)^ft^0^$ttTV^|R-e(i^ < , P C RM^mKJZ^^Oy'y 4 v — <7)1& 
ft{i#B-e(i^v^ 0 
[0 0 0 8] 

v - * H #t -T £ d i: * g fit) i: -r * o 
[0 0 0 9] 

[0 0 10] 
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[0011] 

mm * nmt %>tz*b <o^m 

^7-ti)ot, (1)5' GCGGCGTGCCTAATACATGCAAG 3\ ( 2 ) 5' GCGGCAGGCC 
TAACACATGCAAG 3\ ( 3 ) 5' GCGGCAGGCTTAACACATGCAAG 3', (4) 5' ATCCAGCC 
GCACCTTCCGATAC 3\ (5) 5* ATCCAACCGCAGGTTCCCCTAC 3', ( 6 ) 5' ATCCAGCC 
GCAGGTTCCCCTAC 3' O^SE^U^r *L^£*"^& * 'J *Z 9 Vfrbtek 

[0 0 12] 
[0 0 13] 

*nmzm -e *± , ©jg^i isj k ^ * ansr-j* #g ¥i£ k h * 

tOTJbot, .fcOJMfcWKtt* fferK-^m iS/K-)^ 0 

«&<59 16 s rRNAil^T-Se^J £ 2>-?7 << v h Zffim-f 2>o 

[0 0 14] 

J £fi. g^J016s rRM7&H-$Htiffi£ftTV>&£fc<a<fr&£1\ 16s rRNAJSWO 
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[0 0 15] 
[0 0 16] 

i - 3 , ^vMiE^i#-^-4 - 6 <DKm<Drf7 4-?-zm^tzmm^ cr^s 

[0 0 1 7] 
[0 0 18] 

[*«y] 

nTiiil (&T\ Enterobacter cloacae) <7>16s rRNAitfSi^Jgililtco^TIft 

[0 0 19] 

[1. tfcfltfftefflPCR Primer 
^m^tllffl<0BO16s rRNAAfET (HlftSfS?-) ^fllfflPCR Primer i: Ltf 

1 ^^-tKKE^SrKWL^o 
[0 0 2 0] 

ftflcWHH, 16s rRNA^rn-T-V >^Ltv>syy Ag|5$3*£#^tfjt::JiliS1-& 
-/n — ^ -fe y js % o $ Jj &jl500is^K<7>16s rRNAn - > it^MSU^^ 

„ A±K&&#*E-fai6s rRNA^-T-V > y*^4> |aJB# <t 9 
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[0 0 2 1 ] 





Primer No. 






Forward Primer 


F-1 


1 


5' GCGGCGTGCCTAATACATGCAAG 3' 


F-2 


2 


5' GCGGCAGGCCTAACACATGCAAG 3' 


F-3 


3 


5' GCGGCAGGCTTAACACATGCAAG 3' 


Reverse Primer 


R-1 


4 


5' ATCCAGCCGCACCTTCCGATAC 3' 


R-2 


5 


5' ATCCAACCGCAGGTTCCCCTAC 3' 


R-3 


6 


5' ATCCAGCCGCAGGTTCCCCTAC 3' 



m^^Lfzy'y^^-lt, SM#^nvh^7 7>f- (HPLC) 

«t DflMftSfU 3 f!<7)Forward Primer t 3 ttO Reverse Primer^^T £?S^ L> 
'fv-US^ ftl?-#JglO pmol/V 1 «t -9 KT E#«?fcK 

LfZo &MMffl"Ci±'£X<DForward Primer t Reverse Primer£fflv*£ 

3&*\ Forward Primer <!: Reverse Primer^)^^ 1 ~ 3 ftlSi*o£ffiv*£ X o 
LT & <£ v^> 0 

[0 0 2 2 ] 

[2. Enterobacter cloacae Genome DNA (tf^tft) OjfttU] 
[ 2 - 1 . & Genome DNA ISbttJ^fu^S] 

£f\ Enterobacter cloacae ^Sl^oT^f l/; 0 

[0 0 2 3] 

-<7)^^*?S^1.5ml#*(7)^-r ^ n^-j.-rtCl.Oml (0D 60 0=0. 7) $RJR 
U ^8|-em#?riaiRL7t (8500rpnu 5m in, 4°C) 0 -tffi£3iT£?£, Enzyme 
Buffer (50mM Tris-HCl : p.H. 8.0, 25mM EDTA) 300 // 1 £ flP ;i , ^df+r-£ffl 

v^wiL/;o nmmLtzwmi, nm. m^rnxm^mxtrz (ssoorp 

m, 5min. 4°C) 0 ±tt*#Tfc&, @J&£ ^TO»*»«**Dx., 
[0 0 2 4] 

Lysozyme 50 /i 1 (20 mg/ml in Enzyme Buffer) 
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N-Acetylmuramidase SG 50^1 (0.2 mg/ml in Enzyme Buffer) 0 

[0 0 2 5] 

mmmmztotmmffiLfzmnz, 37°c^^>^^^-^-rt^3o^^ 
mm l , *eb m co mm mm zn^tzo 

[0 0 2 6] 

[2 - 2 . GenometttB] 
mT^^i-^f ^Genome DNAjftttiti, WBMWk* v Y (MagExtractor -Gen 
ome- : TOYOBOttfi) £ ffl v > Tfir o £ 0 
[0 0 2 7] 

1) o 

#8tffiX*>F (Magical Trapper) i:7^Dfa-^-b? f U 3 
jfcifMfc 900/* l£flD/L> 5^-^- T5secgJKa#LTSJR?S'S:fi 1 ofe ( 

77^3) o 

#CtC, 5^lffl^*>K (Magical Trapper) M^nf a-rH-; 3 
OfPISI L £ ^ ^ - 7^11 K£*!>. X * y K -t y h L fcflUBlO 

[0 0 2 8] 

Xt-7 7*3, 4 *^<9iILT2jgB<50^ «rfifofc&, 70%-*- 

900// ISrJnx., 5 *-9---C5seclSKSB$ LTTO Lfc Uf-^e 

) o 

[0 0 2 9] 

#Mt/B** > K (Magical Trapper) Cv^f^nf hU 3 

Otflit L t Ittlil 1 ^ f ^ - 7*(OiI Ci<6, 77 y KC-b'; h LtzWMV 

a, ±.mzm~ctz {77- v -7*1) o 

[0 0 3 0] 
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8/ 



) fc^TofcHfe, EIR^^^^T-^tKIOO^ l^iPx., ^-7* * 3r"9— "CIO 
[0 0 3 1 ] 

&lC#Mtffl** > K (Magical Trapper) i:-7^^nf a-^^-ty 30 

[0 0 3 2] 

[ 4 - 3 . EUR L Genome DNA0^3St] 
l|JKS*tfc|R£|& (Enterobacter cloacae 1*) <7)Genome DNA(i> Sfi^^o 
t, T^n-^^m»t260/280nm<7)^7l6JStIJJ^* i ffv\ f(7)„ D pf (fett^m 

m<om\*. frmomm) tmuM^m^Ltz 0 

[0 0 3 3] 

i&10,ugOGenome DNA ^ ? HliR$tt N Genome DNA<7) t*¥ 7f-v 
3 >^rRNAO^A{ifS^^^L^^o7 , io EI JRL7t Genome DNAfi, &££jfcj£50ng/ 
^ 1 £ £ «fc 9 K T E MM £ t , K^ffi L o 
[0 0 3 4] 

±f E D N A £ ffl v> T JJJLTORS*?ft ^llL/: 0 
[0 0 3 5] 



P remix PCR &gjg (TAKARA ExTaq) 
Template Genome DNA 
Forward Primer mix 
Reverse Primer mix 
Cy-3 dUTP (ImM) 

H,0 

Total 



25 u 1 

2 ix 1 (lOOng) 

2 // 1 (20pmol/tube each) 

2 w 1 (20pmol/lube each) 

2 # 1 (2nmo l/tube) 

17 m I 

50 ni 



[0 0 3 6] 
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[0 0 3 7] 



95°C 10 min. 

92°C 45 sec. ^ 1 

65°C 45 sec. 35 Cycles 

72°C 45 sec. 

72°C 10 min. 



[0 0 3 8] 

R&fc~7&* tttUBfc^A (QIAGEN QIAquick PCR Purification Kit) 
v>TPrimer£B&*L£^ *i«^*y^*fC*»H «t OlfcftLfco 1 5 0 Oil 

[0 0 3 9] 

t|s|i<?)fll(a PC RifllBfcfrfco 0 JMflP**i*B*S**&& 

[0 0 4 0] 

(21*60! 2 ) jfiLffc 0?ft<?5 ^16s RNAitfcT^Jf IS 

H 0 0 ^1 (^JfiLEDTAjflL) CII^I 1 trig* L£Enterobacter_clo 

acae £ 1 03, 1 04, 1 0 5 jDi, IM^r'^t L/c 0 iOM^)-?-^ 
fUCN-r-fcf-A'A? < ^--tfiM (0.2 mg/ml in Enzyme Buffer) £tJPx., 3 7 
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°C3 O ftM&Ltz^ Qiamp Blood mini Kit (^r7y>ttH) £ffiv*TDNA£a 
^fth<D\mk\zMLX%mn 1 <b(WJ^,7 0 9-f-7--fe y h^ffi^TPCRRiS^T 
[0 0 4 1 ] 

H«J1 1 5 0 0iR&ttmMm~^> K^m^ti. 

^^^-t-^^fflv^lgC, AOPCRj^ii£ < , Enterobacter. 

cloacae <£> 1 6 s mo^itips^ ti/c- t £^LTV>& 0 
[0 0 4 2] 

*016s rRNAgB#£3»&<, * fc^^M-CitlS-fa - &o 
[0 0 4 3] 
[*iO«i*] 

< 1 10 > * "V / >tfc5S#tt CANON, INC. 

<120> S^5!M^®liipgR^ffl7 o ^-r-v'-^.0 J V^^-7--b ^ h 
<160> 6 
<210> 1 
<211> 23 
<212> DNA 
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<213> Artificial Sequence 
<400> 1 
gcggcgtgcc taatacatgc aag 
<210> 2 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<400> 2 

gcggcaggcc taacacatgc aag 
<210> 3 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<400> 3 
gcggcaggct taacacatgc aag 
<210> 4 
<211>22 
<212> DNA 

< 213 > Artificial Sequence 
<400> 4 
atccagccgc accttccgat ac 
<210> 5 
<211> 22 
<212> DNA 

< 213 > Artificial Sequence 
<400> 5 

atccaaccgc aggttcccct ac 
<210> 6 
<211> 22 
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<212> DNA 

<213> Artificial Sequence 
<400> 6 

atccagccgc aggttcccct ac 
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mm 

mv&wd m^m^mm^Kmmy'y 4 v-»±, is*^je^Boi6s i-rna« 

fE^SE^I * P C Rm^Z-£2><mzm^hti2>7°7 4-?-Tfr'?X^ (1) 5' GCG 
GCGTGCCTAATACATGCAAG 3\ (2) 5' GCGGCAGGCCTAACACATGCAAG 3\ (3) 5' G 
CGGCAGGCTTAACACATGCAAG 3\ ( 4 ) 5' ATCCAGCCGOACCTTCCGATAC 3\ (5)5' 
ATCCAACCGCAGGTTCCCCTAC 3\ ( 6 ) 5' ATCCAGCCGCAGGTTCCCCTAC 3' OflUfeE^iJ, 
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as i a 



[000001007] 



1 . 0 1990^ 8H3O0 

[fllS] fril^ft 

m^fl5^:fflETAT-3TB 3 0 



2^ 



tBIE#-^ J±JSE# 2 0 0 4 - 3 0 3 2 8 6 0 



